This study was conducted to evaluate the effect of aqueous, ethanolic and ethyl acetate extracts from neem ethyl acetate extract lost a part of its antifungal effect after pooling out the nimonol and this loss in activity was variable on test pathogens. The purified nimonol as a separate compound did not show any antifungal activity when assayed against all the six fungal pathogens.
Antifungal activity of different extracts of neem leaves
The antifungal effect of aqueous and organic extracts of neem leaves was assessed by measuring radial growth of the test pathogens following the technique described by (5) .
HPLC analyses and chromatographic purification of nimonol
Analysis of different components present in the mother organic extract in ethyl acetate obtained from neem leaves was performed according to the method (8) . The organic extract was fractionated by HPLC apparatus (Perkin-Elmer, Norwalk, CT, USA) consisted of the following: A 410 LC pump equipped with a LC 90 UV spectrophotometric detector and a LCI 100 integrator at 230 nm using acherey-nagel 100 C-18 columns (20 mm x 25 cm, 215 nm). The mobile phase included methanol (Carlo Erba, Milan, Italy) and Ultra pure water purified in a Milli-Q system (Millipore, Bedford, MA, USA).
The chromatographic run which lasted for 2 h was carried out for samples (20 µl 
Spectral analysis of nimonol
A solution of nimonol (2.5 mg) in pyridine (0.25 ml) and Ac 2 O (0.25 ml) was kept at room temperature for 24 hours. A chromatographic purification using analytical silica gel chromatographic plates (Kieselgel 60, F 254 , Merck, Germany) and elution was carried out using 10% EtoAc in n-hexane.
NMR spectral analysis
1 H-NMR and 13 C-NMR spectral analyses were recorded in CD3OD at 200 and 400 MHz on Bruker Spectrometeres using the same solvent as internal standard. Chemical shifts are given at value while coupling constants (J) are in Hz, carbon multiplicities were determined by distortion enhancement by polarization transfer "DEPT".
Antifungal activity of nimonol
The purified nimonol was tested for antifungal activity against all tested pathogens in comparison to the following:
mother organic extract in ethyl acetate 20% (A), (A) free from nimonol (B) as described by (5) .
Statistical analysis
The data were analyzed by using a completely randomized factorial design (21) . Significant differences between treatment means were determined using Costal Program. Biological results were analyzed by One Way ANOVA.
RESULTS

Activity of different neem leaf extracts against some human pathogenic fungi
In general, two of the tested Aspergelli (A. flavus and A. niger) were highly sensitive during assays whereas C. albicans and M. gypseum were the weakest. The 20% concentration of ethyl acetate extract gave the highest inhibition activity against all test pathogens in all used concentrations compared with the same concentrations from other extracts.
Activity of aqueous extract
The 5 % aqueous leaf extract of neem caused an inhibition in growth of the six test fungal pathogens. The highest one 
Activity of organic extracts
In assays using extracts in ethanol, the 5% concentration 
HPLC analyses and chromatographic separation of nimonol
The HPLC diagram of the highly active organic extract (A) showed ten well defined chromatographic peaks (Table 1 and Figure 3 ). These peaks were eluted at different retention time (r t ). The first peak was eluted after 9 min. and contained three Azadirachtins (A, B, and C) at ratios of 7%, 5% and 8%, respectively. The third peak was evident at r t of 22 min and contained the azadirachtins A, B, D, H and I at ratios of 11%, 10%, 4%, 9%, and 7%, respectively. The 4 th Peak was eluted after 34 min and was identified as 6 de-acetyl nimbin of 39 % purity. The peaks no. 2 and 5 (eluted at r t 16 and 39 min, respectively) yielded very small amounts of non-pure material and were not enough for accurate identification. Peak no. 6 was eluted at 54 min and contained mainly the azadiradione (51 %) whereas at 63 min, peak no. 7 was eluted and contained the nimonol with the highest purity level (82 %), followed by peak no. 8 at 68.6 min which contained the epoxyazadiradione as a major constituent (43 %). The last two peaks (9 and 10) were eluted after 76 and 90 min, respectively and contained also small amounts of non-pure materials especially the last one which seems containing at least three components (Table 1) . Peaks analyzed by preparative HPLC using the same solvent system and found to be complex mixtures; quantities of pure material collected following their purification were very small to be considered for further investigation. 
Antifungal activity of nimonol
Data represented in Fig. 2 shows the antifungal activity of the purified nimonol when tested separately against the six test In conclusion, the mixture of fractions eluted by HPLC was more effective than the pure nimonol, the low antifungal activity even at the highest concentration (20%) may be explained by a fact that these triterpenoids, in combination exhibit an additive effect which produce the excellent antifungal activity recorded in this study for extracts from neem leaves.
